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ligation of duplex DNA 
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GATCAGGTh TTCACGAGCCTG 
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T TQT ACGCT GGAT GCAiT CCAGC GT ACT t 
TyCATGCGACCTsACGT AGGTCGCAT Q-p ' 
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one pot ligation / cvclization of ssDNA 

j GTTTTATACAAAACCTGGCA 

T T CAGCAAAAT ATGT' S * 'iTT GClACCGTT GGTy> 
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CTGCTTCACTAGT. . TCAGGA-3ACTGTTCA G 

AGT GAT C A AGT CCT CT G A 
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CTGCTTCACTAGT t TCAGGAGACTGTTCA G 
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ryn. type conversion 

ssDNA ligation >90% W° 

duplex ligation 75% 36% 

ligation/cyclization >90% (1 st step) 

50% (2nd step) 20% 
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exonuclease / hydrolysis fitiirepijfrjijiy 

s GATCAGGTpjTCACGAGCCTG 3 



endonudfia se suscaptihility 
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T T GTACGCTGGATGCApJCCAGCGTAC t T 
' T CATGCGACCT P ^VCGT AGGTCGCATGyT 

template for replanting ^ ransrji prl^ 
sTAATACGACTCACTATA 

*ATTAVGCTGAGTGATATCCTGCCTATTCCGAGCACTT Pi TGGACTAG 



5 



T4 DNA Ligase Autoligation 



tim ,h 0 1 11 24 0 1 3 7 11 24 
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5* bridging phosphorothloate duplex: 

T T GT ACGCTGGA T GC CC AGCGT AT C T T 
T T CATGCGACCT S ACGT AGGT CGCAT AG y T 



all phosphodiester duplex: 
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T T GTACGCTGGATGCAtCCAGCGTATC T T 
T T CAT GCGACCT^ACGTAGGTCGCAT AG T T 
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li near probes • GTGGGCGCCGp, ; i-TCGGTGT 
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MUT target 3'CCACCACCCGAGGCAGCCACACCCATTCJ 



5'MM target 3'CCACCACCCGAGGCCGCCACACCCATTCs 
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3'MM target 3'CCA CCAC CCG AG G A AG CC A C A C C CAT TCi 
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MMM target 3'CC ACCACCCGAG G CAG GC A C A C C CAT TC: 
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T ACATTAGCACTATAAGTCAC T 
cvclization prf% T j 
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GTGGGCGCCGp. i-TCGGTGTGGG 



MUT target rCCACCACCCGAG GCAG CCA CACCCAT TCs 



5'MM target 3 CCACCACCCGAGGCCGCCA CACCCATTCs 
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3'MM target 3 CCACCACCCGAGGAAGCCACACCCATTCs 
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MMM target sCCACCACCCGAGGCAGCCA A ACCCATTC* 
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^ttttacatta gc act a ta ag t 

gvchzation prot# T 
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Q G * 
GCGCCGp. i-TCGGTGTGGGTTTT 0 
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MUTmrgei tACT ACGCGGCAGCCAC ACCCAA A a'gTTCJ' 
3'MMtargci yACTACGCGGA AGCCAC ACCCAA A AGT TC J - 
MMMtafgei , ACTACGCTGCAGCCACACCCAAAAGTTO 
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icarprotes T GAG A ACGGGTG Ti fcGGCTGCC 
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rutrect 5-GTCAGCGCACTCTTGCCCACACCGCCGG- 
CGCCCACCACCACCAGCTTATA3- 

JTursei ^GTCAGCGCACTCTTGCCCACA : CCGACGG- 
CGCCCACCA CCACCAGCTT AT A3' 
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probes 3 'tGAQAACGGGTGT-i - s 3 GGC|1|GCC (X=G,T) 
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WT target 

5' GTCAGCGCACTCTTGCCCAC A*CCG[C|CGGCGCCCACCA CCAC CAGCTTATA 3' 
MUT target 

5' GTCAGCGCACT CT TGC CCA CACCG@CGGCGCCCA CCA CCAC CAGCTTATA 3' 
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a SimpIe incubation of 1 0 jj.M probes with target for 24 hr followed 
by gei electrophoresis and quantitation of ligated product. 
b 24 hr of thermal cycling (30 min at temp, shown followed by 45 
sec at 95 °C). 
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probes 
WT target 

5'GTCAGCGCACTCTTGCCCACACCGSCGGbGCCCACCACCACCAGCTTATA3- 
MUT target 

5-GTCAGCGCACTCTTGCCCACACCG0CGGCGCCCACCACCACCAGCTTATA3- 

MUT RNA target 

5 *GCGCACUCUUGCCCACACCG@CGGCGCC3* 
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